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Fv-LDP-AE, ^L^^^J^It^^^^^it. 
**** 

# IV mJ&Mm MMP-2 MMP-9 TflMf W ^J^^^NM!" 

m&, m MMP-2/MMP-9 

J^A^tft. *JL99/*8UU&* MMP-2/MMP-9 JMt 3G11 Xfr£#J9t 



^MUt^ ( scFv ) **f*JII — ***t J§M&# V H V L £J&m&< 

fr'\-#fa&1fcti43L. scFv&Fv tflfcjt. 

^•&#"#:fc»2$^;#&^ (Lidamycin, i*T$)#LDM, 
* # C-1027 & C1027 ) A ft ^JLi^^ ^ % ^ ^ ^ 

~%3$J&¥L%M(Streptiomyces globisporus* MWlM&-f-;$: CGMCC 
No. 0135) &&4*fo3&3±tf}*tftm&lJ&&tii 
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4M*a***^Jfc*W**t&*. frft&&%&&W> LDMXfr 
'MLMrM 26###JMftf#a:, Xt^JM^fctf/^fT* Bel-7402 
ttMA Hce-8693 *^#A^ttJt3t^*^*^*t( t 
1994, 19<2>: 164-168). 

LDM tijfr*&m*tfrt8iA: & K 

(chromophore), *^T^J!fc^Mt^ , 110 ^HUk& 

*3t£^R&tf$fc&3r6 (LDP), J**fc«#M**^#4MM. LDM 

, active enediyne , AE) ( inactivated 

chromophore). ^-f AE ^*J=.^^*L^^.,^ 1 ^ftft/L** 
Pp AE ^^T^^4biL^#^^^^*.^ 

AEtofrfe. LDM^t AE^*^^^^^^5SJt. 

# LDM *0MM£ LDM + # 

AE ft 

Fv-LDP a^Mfc-t, 
tfiL&BWfr*, 4U84Mr*a*4t^***#-==-*«.fcH ( AE) 
*fcft*^»4b» Fv-LDP- AE, 

gX^^^tf^^M scFv J*;!r^**l*ttjfc**rtl 
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+-3irtft &*JltiLm4tM*tti Fv-ldp-ae, A* 

*fr MMP-2/MMP-9 scFv ( 3G11 ), Jj & 

**4*&3r6 LDP*»— #4Lfltt#fcteJ&ftl*Jk (GGGGS) ISIA* 

&M¥jiatelSL*JMlM> (His 6 -tag) ft# t (<i)&&&& fy-ldp 

Jt«*S**k*i((rJ=.*UL 6 B AE ( 4H-±2l 843 kDa ) 
1. **<£-§c6 Fv-LDP 

4l^^,^^^»^^Fv-LDP^Ife^H4Hfe 1119 bp 
( SEQ ID NO: 1 ft[TF ), 372 <MUM& ( *» SEQ ID NO:2 
/fpr), 38.7 kDa. 

&%&£M&M&7 LDM-Fv 
2000, 35<7>: 488-491), l§;MJWWMM**MMate. £#£.*fcfcl 
JMMUt^n • WM^ABHMt scFv ( 3G11 ) iWf^ ft* 

IV^J^Sl ( &4^92kDa^72kDa) 6^^^^J!&#.3D6, ifciE 
LDM-Fv 2000, 35<7>: 488-491) t<W- 

scFv-M97 JM*-f * fc* IV ^JlJtfifciSfr ( 92 kDa ) 
$&Jlkl*C2H5. — #tt sdBV JM*^ftte*UL*Wft*# 91%, 
*JMW*1 scFv (3G11) #&*%&®4Hfc. 741 bp, scFv-M97 

JUUMMMI**. 732 bp; £*A. *JL#^#-*£^ scFv 

( 3G11 ) i? scFv-M97 VH CDR2 2 *t« 

VH*£.tf CDR3 6 AT*«W«iMlJWfe*^laUt^A*. 

n , ® jM^l b >/W$£ scFv ( 3G11 ) #4^¥iftJHM*M**&ML&fr 

+ scFv (3G11) 3G11 Jt4Ti»A4i4t 

M3VIP-2/9 $L&tf)it)St]$Li£&>&, Western-blotting 

^3rtA.4Mf||fclRtJLS!Jt#L»ifr*t <**. ft*.*. *t 
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IV &*M*^Qft*M&&*^#J**4FM**XfL. 2002 
^Elt##**^*.* 2002: 202), tt^AJ^* 

*AJIi|r3«*« 1 ^*fc*^ + ^^,^^. 2003, 22 (12): 

1243-1248]. ifijJL, scFv (3G11) 

4fc 3G11 4tjtAJ*+*fr* ( *U » iM<*#. #t iv *J^***Ufc* 
^4l^*>«t*l'^^^^#*J > ft^. 3*^ 2001, 20: 801-805). 
;M.tttWJfcttftfr£'6 Fv-LDP 4MMUMt scFv ( 3G11 ) 

LDP 

(GGGGS), ^tscFv^LDP^^Jit^jt^*, ^/S.-M># 

2. fcte^ AE 

LDM ¥lfrtt& 11349.1120 Da. * *&&3r6 LDP 
10505.7830 Da, 4L&@J^:I:# 843.3295 Da. LDM#>£ 

WM (+£*) : 

(2R, 7S, 9R, 10R)-7-JL^-7,8-(2*-&-6*-|£&-lM*-.3£^ 
&)-10-(4'-*#t-4'— f #,^-5%5'-— T ^-^^^^#&)-4,8-IL^-5- 
#L>R-l,ll,13-^*-15,18--=.^:-^^[7,7^,0 ,044 ]-2--1-yL^l^ -2 W ,3»- 
-=L&-7»- *P #L&-2"-JL f ^-3"-H^-r%4"-^#S^-5"-l^^fil . 

(2R,7S,9R,10R)-7-Amino-7,8-(2*-chloro-6*-hydroxy-l*,4*-phen 
yleneVlO^'-deoxy^'-dimethylamino-S'jS'-dimethyl-ribopyranosid 
o)-4,8-dioxa-5-oxo-l,ll,13-trien-15,18-diyn-tricyclo[7,7^,0 10,14 ]-2-no 
ndecanyl - 2",3"-dihydro-7"- methoxy- 

2"-methylene-3"- oxo- l",4"-benzoxazine-5 ,, -carboxylate 



- 4 - 
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JH-^i C 43 H42 0 13 N 3 CI 




-^#^^^^#^^^^3r^^*t^'tt*^^, LDM 

#t 2001, 23<6>: 563-567). 

*JL9I^— Fv-LDP-AE jy*> 
, ^^^^*^i*^Jr^ Fv-LDP ttjfiJftjL, WMMW 
A£.6n*MNt* ^4Mf«**«**M#— (AE) 
sfcff^W-BM&f «#»4fcJlk^*^ Fv-LDP- AE, 

^#T«*M^tl(l .*«k^*^ #J # * MMP-2/9 scFv 



WO 2005/007701 



PCT/CN2004/000842 



AE 

scFv + LDP ► Fv-LDP ^— , » Fv-LDP-AE 

+ LDM ##]4Mr&#JL 2000 4- 8 10 El 6 + 
W*iNJMliL#-f 2003 + 10 **UKd* + W+*l (+*Jt*+: 
00121527.2), — 4M^-0t> *&*Jt AE^fcH4Ht+****fr<**. 
HPT**. LDM MXrttfe&iMfc.&'ffJM HPLC LDM 
+ AE ^AfcH****"*****. £1 AE J*.fcH* 

# : # Fv-LDP/0.01 M PBS (pH 7.0)^ AE f NF4KMM^ Ms 1 : 
5, 4M*»b 1: 50 £*JUfe 12 h, #3l&4&*k^<§r6 

Fv-LDP-AE. 

**^*##»4Mk****W*. **JLW + . 4UfciMI AE 
T^>b<lL^-f 80%# LDM &1&M&>> ftMft&ih&ft AE 
fett 90%^ LDM UMf . 
+ , *** LDM t ^ AE T^«i{lUL*T3i. 90.63%. 

4^3fr£##*J4M&&^8*^6 IJ>M-Fv JtftfWt&HAA 

LDM t*UM*> *t AE J* £Hs4*&# 

60%, i|LlMt»JMril»H#*^Jfc*JM^**^^4(r. 4MK*A 

LDM-Fv 4tMfe***» * ICso^L^ 
9.5xlO" 15 M, JM^fcttATJUtfe***'* Fv-LDP-AE # IC 50 4£ 
( 1.65xl0 16 M ) 58 #*^#JM***tf* t***!*.**^ 

a*. 
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«W— * Wl»4Mfc*** Fv-LDP-AE ft 

'aaumum , ****** jumk ^#3«k 

Fv-LDP-AE *$*ftlR^, te&tt, /^i£*$4&*a^b^# 
W* JMhfcrt * * 554fc**^6 A It 4&&L^ 

© 1: scFv LDP &8 PCR 4T*il*fe£HHL#itlM44ft. 
1*1 ■WW*. *+ : 1- DNA 2- scFv # PCR 3- LDP 

tfPCR/^; 4- ^£MM&pGEM-T-scFv/NdeI + EcoRI; 5- ±tBL 
Jfc& pGEM-T-LDP/EcoR I + Xho I. 

m 2: CAMS/FLDFP + JrtMUMM* pEFL tilMHi 

I* -WW*. *+: 1-DNA 2- >f 3& pET-30a (+); 3- * 

la^^ pEFL; 4- pET-30a (+)/Nde I + EcoR I; 5- pEFL/Nde I + EcoR 
I; 6- pET-30a (+) /EcoR I + Xho I; 7- pEFL/EcoR I + Xho I; 8- 
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pET-30a(+)/NdeI + XhoI; 9- pEFL/Nde I + Xho I 

S3: ftk£-3r6 Fv-LDP Jk&j*^ SDS-PAGE **f. ^t: 

1- S-ft^M**; 2-BL21 (DE3) star™ / pET-30a (+) IPTG & 
-^TfiT4rlf #r& ; 3- BL21 ( DE3 ) star™ /pET-30a (+) IPTG 

4rff #6 ; 4- $Hfc1S#. CAMS/FLDFP & IPTG #-^T|i|-£-f&-$-6 ; 
5- CAMS/FLDFP & IPTG ; 6- JHblfr* 

CAMS/FLDFP & IPTG H # Ji * ; 7- 

CAMS/FLDFP ^ IPTG #^>£t&^&®#^2£. 

a 4: fc^Jr^ Fv-LDP # Western-blot^^. A: 81 

4fc;$&#iN#&#6#^F9#— $t; B: i%*UMMfci&&4»#4t* 

— 1- BL21 ( DE3 ) star™ / pET-30a(+)IPTG ; 

2- BL21 ( DE3 ) star™ /pET-30a(+)IPTG Jt^J^tt ; 3- # 
4bf&# CAMS/FLDFP ^ IPTG #-f-tter#£-6; 4- $Hfcf&* 
CAMS/FLDFP ^ IPTG #-^>£4^3r6; 5- #4fcft#. 
CAMS/FLDFP ^ IPTG 6- #4fcf|#. 
CAMS/FLDFP ^ IPTG #-|S#^#Ji7fr. 

© 5: &<£-f-6 Fv-LDP &<kM,$&M%T&Wfi SDS-PAGE ^ 
#o 1- 2, 3- *Ji*^A*^*#*; 4- ^ 

^llH'&^^&ttaMfo 5- 8* 20mM^)£^H t &^>#'!fc 
6-10- el lM^t«fe.^5fc^Jt^^^l^ 1 h «MUJ*«- 

©6: a4fc«fcMr^Fv-LDP-AE^*M^fb. 6^H£: 
PD-10; &4Mfl: PBS, pH 7.0; # 1- £M£#&4fci§&^<S-6 
Fv-LDP-AE; -%2- Mjft^itW AE. 

9 7: ELISA fr%T&&&& Fv-LDP 4 IV fiJ&Jgtt*'* n # 
jifeJfetiJfc,4Ul£'&. A IV ■ HT-29 ♦ 

HT-1080 Mfe. 
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m 8: &$L&te$L&fr$T&&&& Fv-LDP i*yU*.#J&#*ILfc 
#&s0L#v£'l£. #+: A: Fv-LDP £yU*J»&&fcttf&&&4fc* 
&; B: ffl'lsbtfjfc, PBS Fv-LDP ;&;M£4ffc# 200 

te, B+#A#20jim. 

® 9: &&&& Fv-LDP *f HT-1080 tofcift IV ^[JR^^SNf-^ 
#f. *t: 1-PBS; 2-£&fr&.1PTG 3-£«r 
^3G11 (6fiM); 4- Fv-LDP (30*iM) 

@ 10: &f&Ak6»£-6 Fv-LDP-AE *t bFGF 

*+: A: >(5L PBS *h3£>#^^^|t^jfii.*; 
B: 81 bFGF PBS &&&¥ilkfefc*M.& i £ \ C: # bFGF 

JfciM**. LDM (O-lfig/sM*) &3ffi>#tfaM^ltJ&jk'f; D: 
bFGF Fv-LDP-AE ( 0.4fig/*M* ) *t3g,£tf 

@ 11: Fv-LDP-AE *tJ*fri£*J& HT-29 ¥1+4*1* 

: + Fv-LDP-AE; ■ LDM 

m 12: $£4fciSk£-$-6 Fv-LDP-AE Jfr'MWMJf* H22 
4**HM- £■+: ♦ *fr&; A Fv-LDP £&; ■ LDM &L; A 
Fv-LDP-AE3.2 IH.; O Fv-LDP-AE1.6 IE; □ Fv-LDP-AE0.8 !&» 

m 13: ;*7*&&-£#r HPLC ®#^*fo #*: ^#P&: Delta-PAK 
C4 5|tm,300A150x3.9mmI.D.; SH^^: &J$70.025% 
& (20%: 80%) =23: 77, 0.6 ml/min, 350 nm 

mi4: tk2L&m AE ****** . *+: 

«HfcBl*: QuattroLC *J*w4MfJ**0l; MT^***-f"*( * 
^ MICROMASS^ ); #^r^-f 50 %&flfr, iMUb 0.5mg/ml, 
^v-Mt^Jl^&^&^&'f . AE m/z ^ 

844.4(M+1); iLfcH^-ffc^^r^W ™lz % 846.4 (M+l); 

m/z # 848 ( M+l ); 4HM"tMr##^****#**# 
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it. 

1 ^&^**&4k3r6 LDP/4fc MMP-2/9 scFv 
(33G11) tf^JkEttjLlfc 

-$iBJ$&. pCANscFv & pPIC-9kFvl027 pIJ1027GRGDS ^ 
scFv&S^LDP&S, pGEM-T*MMj 
£® Proiiiega^j*^, *JlMf f&IW J?. co/iDH5a A^HtM 
PCR ^JflA^^^HL#J^I*|^ 

(TaKaRa^/^) #S$H*H&,&. 

scFv5'$fc$l*& (PHI, SEQ ID NO: 3): 

5' C GCATATG CAGGTGAAGCTGCAGCAGTCT 3' 
Ndel V H 

scFv3'$fc$|i& (PL2, SEQ ID NO: 4): 

5'CGGAATTC TGAACCGCCTCCACC ACGTTTGATTTCCAG 3» 
EcoRI iS\f&& V L 

LDP5'3&$]i& (PLD1, SEQ ID NO: 5): 

5' C GGAATTC GCGCCCGCCTTCTCCGTCAGTCCC 3' 
EcoRI LDP 

LDP 3'$ SI # (PLD2, SEQ ID NO: 6): 

5> CCGCTCGAG TCAGCCGAAGGTCAGAGCCACGTG 3' 
Xhol LDP 
iSl-glMt**. pCANscFv A pKFvl027 i&^^L, PHI # 5'5l 
PL2 % 3»f UWMt PCR #"*f , C 4***Wl**.«*#- 
ttttrft scFv # 4fc; |§) tfift ttejtfe pIJ1027GRGDS 
PLD1 # 5'$I4fr. PLD2 # 3'*14MMt PCR #"if , LDP ^® 

PCR 3kM^% * 94X3 *«t 2 ^Ht , 25 *- PCR #3fc: 

- 10 - 
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94*0 l 55X3(scFv 58TC(LDP &8 

ifc*. 1 ^Hf, llV&ft 1 4Hh *Jt->h#Jf>#* 72TC4MS. 10 ^ 

PCR >*&*J# DNA X4fc4fc^ffJ|ttMN£ (BioDev 
*J>*i&) #.Promage^^i^^#^r^Promage 
s^z) pGEM-T *MM9&, $Hfc*JBMf f& DH5or, 0f *&L T & 
fa pGEM-T-Fv pGEM-T-LDP jfeftflMffJML ( © 1 ), #*#Ji& -t 
$WlX£#4S3 jfcfr**| scFv (3G11)&E£"& 741 bp, 4M 

247^*JWt. LDP 342 bp, 114 *#JMfc. 

N«*jMUMllJfcJfc.H 15 bp, **5+AftJt. 
ft*JMM.«MM # 18 bp, 6 ^AMbKMtjfcJM'?' 3 bp, 
£.B4Hfcltt9 bp, IM 372 <f-4Mk4l. 

2. 8*^6 JU»*f1ti:i&#Jkt# pEFL tt# * 
;fciU9JfeJi # *J8&*f H4U&t& pET30a ( + ) ( Invitrogen ^3 
) #4^tfr£flM5-. pGEM-T-Fv ffl Nde I ^» 

EcoR I, tHJiLfiMfr**. pGEM-T-LDP /fl EcoR I Xho I a*bfr*>lS& 

AMb A* Nde I ^ Xho I XfcSH?tt;M&$.#> pET30a ( + ) * , 
A.^J.H BL21(DE3) star™ (Invitrogen 0¥ 

&® Fv-LDP St. *JL«4jU8^*A»* 

pET-30a ( + ), 3»**^#— JUWMUU*.** 

(His<rTag) MKMU&#, HhrlhgltflW^ 

- n - 
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3. Fv-LDP &*M*f# BL21 ( DE3 ) star™ 

LB ^*LWOUi«Mi^«W«l*"* 50 jig/ml 
LB 37°C JMt&fc; *.94£ 1 : 50 371C^^#» 

J. OD 6 oo^ 0.9, 1$)*NM& t*»A^&>£.# 0.8 mmol/L #p^Mfe 
>ftr/8-D-+$l##( IPTG ), 4-6 'Ml* , 1ml 12000 

rpm & « 1 4HMfc*»fr. ^-Ji*, tf'fr&a&Jrjfc*. 300 ul PBS + , 
QP$&mfa£, 12000 rpm&'« 10 £-*t, ^JfliMLh*, 
;%£ 300 yil PBS t J # 12% SDS-PAGE %S*^f 3r6 ***J& 

#^^J^^"ST^&®^^.#S4*A(S3). 

^#^H#^^^30%^-h, *IM*AibJWMU^ik^*^** 

*t— #*#te*4Ui*k**6 Fv-LDP # pEFL>t^» 
# CAMS/FLDFP, -f 2003 4- 6 ^ 24 0 «L<fc-f-4b**^ + @ 
tt#IMK^3S4tll4HNt^4trt'^4MK> CGMCCNo. 
0960. 

«* Western Blot JMUMt* 12% SDS-PAGE Bio-Rad 

%#*NHMr: life* 0.65 mA/cm 2 , Bfr 
1.5-2 *Bfr. fc#*#.*J£# PVDF Jfc^JWJ***#WJMWH* 
— ^ F9 JMUK.4b His-Tag JMUft , HRP #t & IgG & 

4Mr-=4b* ^ffJL&^Mt. CAMS/FLDFP A*MU&7 *k 

<^3r& Fv-LDP ( S 4 ). 

4. ^-£^-6 Fv-LDP tt*^A*#Wb*J&***Mh 
*MI His -Bind fefciMN* (Novagen ft**tt 

- 12 - 
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T*Mfc*6#&. &fli*t3E#?Mi;£, M 3 4M*fr 6 M JMttf lx 

^^«.5t^t(20 mM TWs-HCl, 0.5 M NaCl, 5 mM «*ML , pH 7.9) 

10 ^^^■*lx^«LH , *(20mM TWs-HCl, 0.5 M NaCl, 5 
mM «5Mfe, 6M JM", pH7.9), 6 4M*frJMt- lx^«L>t>3L(20 mM 
TMs-HCl, 0.5 M NaCl, 60 mM 9M», 6M >fc#, pH 7.9)&>>M^f 

fi^VX 6 6M JMt# lx^y*^*^ ( 20 mM IWs-HCl, 

0.5 M NaCl, 1M *3N», 6M pH7.9) i&ft#j£, 

te*lfc#fc4&£ ******* Fv-LDP ( @ 5). 

Jr*#^^^^L>t«. I (20 mM 
TWs-HCl, 0.5 M NaCl, 3M JMt, 5 mMEDTA, pH8.0), %J£M. 
H*>&II(20mM TWs-HCl, 0.5 M NaCl, lMif, 5 mM EDTA, 
0.2 mM GSSG, 2 mM GSH, 0.4 M L-Arg, pH 8.0)$>.£l'l£&?f & 
ni(20mMTris-HCl, 0.5 M NaCl, 5 mMEDTA, pH8.0)^a£ft 
12-24 h i£#f, PBS ( pH 7.4) 24 h, &UtAft*HF- 

Cenrtiplus-YM A Ultrafree-MC ^ 12, OOOg ft<tt$Jfr, ^ PD-10 
( Sephadex G25 W J* ) JKjk. f--80TMMMM!. 

5.A3&%-&¥lM&XL&7£*kmjtL&m AE ft******* 

1. 

( CGMCC NO. 0135 ) *-T"*+*t 0.7 ml ^ 

28t:, 7-10*, &1&*lfc. H-^WWf-W'f 

100 ml/500 ml ( J&#*£*M&J^# : *fcft»l%, 

0.5%, jMM.5%, $J^j3f0.5%, MgSO 4 0.02%, KIO.06%, 

3? 1.5%, CaCO 3 0.4%, gjM<»fetl, pH7.0, 15^4"), 28X2, 

- 13 - 
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;&4Nk*M&#* 48 h, 5%-f 1000 ml/5000 ml 3Lfa&ft%~*k 

Utem&&&&&&&> 2SV, #i&»,fM£#. 18 h, Ji200L 

iUL*^100L, 4M**2%, ;fc0.03%&^W$M>J, *fcffi. 
0.04, 28X3, 4£#400 4t/6s 1*1/1, pH 6.5-7.0, j£#96 hi # 
JflWJUML JMLSfc&lOL, fc^jpULifr, ^HCl^iJ.pH4.0, 
M NH4 )zS04 4.5 Kg -f SXttiLW 3 h , #f A ^ A ( 4 , 

8000 15min), ^#^aUt4tr4n 200 ml i£*f, -S- 

Jiftfc&#l^^fc&W*, 0.001 M 
*MpH6.8) S***^Wfj|, #^.^^rl500mg. 

^ Sephadex G-75 ^>&4t, JftM^Ms-f-JM » #^1 145 

2. f*&9LML&m AE tf^fr^**!^ 

4 ldm 3r6-tp##lHs, *3£^^1:<X^ 

^7 7.4 %. -f AE ^ LDM #'/£*£-tp^, 4fc.&<f- 

AE AE ^JL^S^Jr+^r 

4UQ HPLC tkfrfrtiT^TMWW AE 

#*»_hit^J^ LDM flAJfc-f- HPLC SUM* ( ZjJ$: 
23 : 77 ), £ FPLC '&i£Jr£ &t|#Jl^ Waters C4 

&J£>M> Zjjft: *M23 I 77), # HPLC 

C4 &ftWkm*L&#¥i*Wt. 

^#^&t5? ( ® 13 ), *JL$A4MM$ LDM, £■ AE |R^£ 
LDM J&&®&*# 90.63%oi&i±^#<$3:i£ LDM 44 JMfd* LDM 
«*J****J#ia*. # AE ^^J:^ LDM #^J^a, #t£LDM4»]i&# 
■f, S.-f-80 , C2^||^M|-, iK4M)f-&fbilk^3'& Fv-LDP-AE ¥jM 

- 14 - 
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4t. 

ft Quattro LC $m&¥ftft^fraW&&ft&ft&T*fr%f 
( m 14 ), AE ta.fr±**«) m/z # 844.4 (M+l), 

843 kDa; 845 kDa. 

*f AE #) 1 h j£/L+4^jll$*, H 

JfclfcM 6. JfrfUlfc***-* Fv-LDP-AE titi***^* 
*dfcjLJ*iftit AE ftJj-'MttJlLtt LDM <M)*-f"* 10 mg, to 
5 ml *T*HM* 5 min, -20tliU. lh, + NI*M* 1 & 0*C , 12000 
r/min 20 min, -h*«.*^AE, %flMfr*JMfc, *ftjl*.2 

***A^T**fc. ***** 4T2, 

Fv-LDP ^-f 0.01 mol/L JHfcfcJt*. (pH 7.0) t , 5 te^ 
?±¥l AE T***. ( ^ Fv-LDP tf)*$&L%L*%L&jfrfrtt% 1: 50 ), 
*fr#*t 12 #**ifciSl PD-10 # ( *4fe 

# Sephadex G-25 Pharmacia )y&#^&£kffc#i&, ^ A280 
nm *^Jfc«NJ£#i£*iMLft** AE, »fc&&>f&I&^3r6 Fv-LDP-AE 
tt^, -If-IMAiMI. **-T*. #£M&># Fv-LDP-AE -f--80T>fe 

-MMJ. (B9 6). 

7. flfcfrJE-ft Fv-LDP 4$A&.#&& 
JflRMfe ELISA^J,^ 10^g/ml^IV#^iSK^0.05M, 
pH7.4 # PBS t >100 nl/*L&#t96 *LS|##L, 5L 4T?j£*!ft*ttA; 
10 4 /*L# 4f A# HT-1080 HT-29 *Blfc«fl'-f - 96 *4l+ 37°C 

M 100 *il 10 % jfcjnt 49*H&4?4|'fQ » ♦«-*»A. 100 fil ^ R ifcAAMtti 
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#>£-§r6 Fv-LDP -f 3lVmt 1 h, WZM 100 *il 1 ng/ml ¥j& LDM 
F9 HPR -Nfcfc IgG $Wt^#J*. 37lC»ir 1 h, & 

PBS *fc 3-4 *U£f-**l*i^ 100 Ml OPD Jk&Mjk&J&lf 
JL&^gL, S|#^J^ 490 nm tMUbtiL. &*JL?f, *»^^J 4 
ttf^MM* ******* IV 2UHJ5fcSfr* HT-29 HT-1080 ft&i* 

*^ 8. Fv-LDP 4A^Jit^ift^^^^#^'ti 

iMA***ftoM!|* (Boster^^J ) &##te#fr6^iMfr# 

-K^UL^b (sabc) Hfcfe**, ^iE#^+jMMfr83#t, ira 
Fv-ldp, ±^^1T; F9 *m*>k&*4b¥> 

-f*t&IgG4?l#>, JUMM* SABC JMN . eCDABiUN^ftULft, 
£#3t&.7*: , Fv-LDP T^A/fM£J8&J!M&£&& + 6^ MMP-2/MMP-9 

9. m&&& fv-ldp iv 

frfcfc 

*tfit£-MM$A*f HT-1080 Mfc, &r lxl0 5 /mIAJl;*P-F 

24*L*£##L, 37°C, 5% C0 2 ^#-24h; ^^200^1iL 
Jfa.* A»JJ&£.-Jfc*MML( RPMI 1640, Roswell Park Memorial Institute 
1640), 2 h>#, *»>^100 jLd^li^f-^ Fv-LDP -f 37°C 

1$t24hJe, !2UP<3£#->&, 500g$<tt5min, Jrt*Jr*A»JfcjL$fri3*1|S' 
*H<S-6£/I:& ( Bradford JMdtoMlfcSUHX. 
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/S#-m&3LK 100 ml 2.5% Triton X-100 30 min, 

— &#3!|C}$ifc2*., ^^lOOml^IV^J^^^CSOmM 
Iris-HCl, pH7.5, 200 mM NaCl, 10 mM CaCl 2 , 1 pM ZnCI 2 )>37'Cte 
1 16 h; #4*f*J&R250 lftL^J«,&^«-ft *^b^«L^#*-^. 

JMU19!, Fv-LDP 8« JB.*fe»#*JJ8t^^J5fe HT-1080 ^ 

*IV«JUMH**fr#. ( B 9). 

10. 354fc**^3r6 Fv-LDP-AE #Mf]jfa>f it /iMtfl 

^A^«*ff*^*l»*IJi, 37°C, 60% mi[ 7 

iWMlJMMW'*, 8*4M*AA*. # 2 ml g^^^tg AM*. 

— >h2x2cm 2 **, AWBiMJlMWfr. 37XJ, 60% 9L& 

#4£&£ 24 ho Afc-f****.*****. 10 Ml #*MsMW#<W 

*WiML*$*»#*fcW 6 WMM*«4fc*k*** Fv-LDP-AE, 
•JkJL-f &MMUS'ttj&4k. «M*f" 37^C, 5% co 2 

*ttff 48 h Fv-LDP-AE IMM#+1 bFGF 

tt**M4te#^*«Mufc ( 8 10). 

£&fc| 11. Fv-LDP-AE *W5#^J!&#W&4Mt 

Jfl ABM* A*«Jt.*tf HT-29 Mfc*^ 96 ^U*-#. 

^L, 50 >NBJ& /0.2 ml, ^#-24h. 10 4£###^3$i&, 
>£i& 3 >Hf#*U 50 jd, 37°CS&"f 1 h, *,jfo.* PR3VQ 1640 4£ 

Mfc**. *HU19!» 6 JNMHtt Fv-ldp-ae ffittftm&i 
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J^&#U**4MM» +*ULl!fc*rtiiMt IC 50 # 1.65xlO' ,6 M ( ffl 
11). 

12. »4fcJ*k£-$'6 Fv-LDP-AE ^^^^c^^^r* 
18-22 g &»>/N> & 60 X , l$taR^#6&L, -&&L10X. 

# o a, jm> amt & H22 jl*., i»£3*jkjMt#**jfc*# 

1.5xl0 6 /ml, 4£ 0.2 iiil/Jl4Mff"ft*^iJ*»AT. 'ML*.T4*# 
H22 Jht24h;$.6*]-?- 1*»# 10*Jfr*£.3ajfc#.*Fv-LDP* 

U>M£UL2.<f*i*tt Fv-LDP-AE, A##iMM&-*$ 2 £ 
3-4 V ( cm 3 ) =l/2ab 2 (a: 

21 XJtJMl* , *»£**! 6 #IMM*;MWI*4fcJI*** 
6 Fv-LDP-AE 4M#.&##*!r#t> f 0.8, 1.6, 3.2 mg/kg ##J* 

Fv-LDP-AE ^jvjUgjfcggjS H22 





(mg/kg) 




(R) 


x±SD 


(%) 




« 


10/10 


22 


14.6±4.3 




LDM 


0.05 


10/10 


19.5 


4.3±2.6 


70.3* 


Fv-LDP 


2.4 


10/10 


15.7 


11.9±5.8 


18.7 


Fv-LDP-AE 


3.2 


10/10 


4.5 


0.6±0.3 


95.9* A 


Fv-LDP-AE 


1.6 


10/10 


8.7 


1.8±1.2 


87.8* A 


Fv-LDP-AE 


0.8 


10/10 


9.7 


2.1±1.1 


85.7* A 



* J?£6*t#UM@*b, P<0.01 , A 4 LDM P<0.05 . 

( m 12 ) TJL. Fv-LDP-AE £ 3.2 mg/kg * 
tt#*fc*.£JUh *# 14> 17> 21 *.*WrtJJM*l# 92.2%. 95.2%. 
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*] m * 

1. — $(&K>&%»$:4n Fv-LDP-AE, 4M*4^-f IV 2>J&. 
yfifr-f scFv, ^&#iMfrJk$-6 LDP, — *4L|3]^^J!k^ 

GGGGS* &#jfc*&4ML^A##^6 Fv-LDP ttJUfrg, 

«**4t«j«.fcH AE&A. 

2. fe#>J£-£ 1 WH^ff4bflk^X-#l Fv-LDP-AE, ^.#4i£*-f^r 
$&**<Mr6 Fv-LDP #SMyk8:ft!»SEQ ID NO: 1 J»* t 
/M*»SEQIDNO: 2 

3. — ^S4bflk^S-« Fv-LDP-AE t^HN4h^r*. 

a. Fv-LDP fttMh 

b. &it£jfl AE LDM i?/?frl&Sk&Hfr£ Fv-LDP Jfcfft^?- 

4. MM 3 Fv-LDP/0.01 M PBS (pH 
7.0)4 AE T^^^-J-Hi 1: 5, $wfc*b 1: SO £flL 
A,&12h, #S!jl£>fb^<S-# Fv-LDP-AE. 

5. 3 //ril^f'J^^ , * t W AE ^ fefti ^ LDM, 
* AE Jr^W^b^ J.^ 80%, ##J#.i&# AE 
tb<i^ 90%. 

6. ;M'J 1 55 4bi*>&-g-6 Fv-LDP-AE £#J-&-##]jk<f 
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Fv-LDP tU& (pg/ml) 

Fig. 7 
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Fig. 8 
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0.026- 



Auto-Scaled Chromatogram 



3 



Q.Q20- 
0.01*; 
O.OIfr; 
0.005 : 
0.000 



to 



CO 



0.00 



• i I I I 

2.00 



* I " 

4.00 



* — | — « — i — i — | — i — i — i — I — i — i — i — j — i — i — r 
6.00 8.00 10.00 12.00 



14.00 



Mnutes 
Channel 2487Channel 2 





Nam 


RstenliQft 
TtoB(iriri) 


Height 


Area 


%Area 


1 


1 


5.992 


355 


4047 


1.19 


2 


2 


6.806 


23694 


306699 


60.63 


3 


3 


8.335 


1897 


27866 


8.18 



Fig. 13 
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Fig. 14 
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<110> tlSmRE«£«tt«|f 

<i2o> Gmm&£MRmMmttmtoWLikm&m& fv-ldp-aes^^ 

<130> IEC030032PCT 
<160> 6 

<170> Patentln version 3. 1 

<210> 1 

<211> 1119 

<212> DNA 

<213> artifical 

<400> 1 

atgcaggtga agctgcagca gtctggaact gaagtggtaa agcctggggc ttcagtgaag 60 

ttgtcctgca aggcttctgg ctacatcttc acaagttatg atatagactg ggtgaggcag 120 

acgcctgaac agggacttga gtggattgga tggatttttc ctggagaggg gagtactgaa 180 

tacaatgaga agttcaaggg cagggccaca ctgagtgtag acaagtcctc cagcacagcc 240 

tatatggagc tcactaggct gacatctgag gactctgctg tctatttctg tgctagaggg 300 

gactactata ggcgctactt tgacttgtgg ggccaaggga ccacggtcac cgtctcctca 360 

ggtggaggcg gttcaggcgg aggtggctct ggcggtggcg gatcggacat cgagctcact 420 

cagtctccag cttctttggc tgtgtctcta gggcagaggg ccaccatatc ctgcagagcc 480 

agtgaaagtg ttgatactta tggcgatact tttatgtact ggtaccagca gaaaccagga 540 

cagccaccca aactcctcat ctatcttgca accaacctag gatctggggt ccctgccagg 600 

ttcagtggca gtgggtctag gacaaacttc accctcacca ttgatcctgt ggaggctgat 660 

gatgctgcaa cctattactg tcagcaaaat aatgaggatc cgtacacgtt cggagggggc 720 

accaagctggaaatcaaacg tggtggaggc ggttcaccat gggcgcccgc cttctccgtc 780 

1 
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agtcccgcct cgggtctgag tgacggacag agcgtgtcgg tgtcggtcag cggtgccgcc 840 

gccggcgaga cctactacat cgcccagtgc gctccggtcg gtggccagga cgcgtgcaac 900 

ccggcgaccg cgacgtcctt caccacggac gcgtccggag cggcgtcgtt cagcttcgtc 960 

gtgcgcaagt cgtacacggg ctccacgccc gaaggcacgc cggtcggcag cgtcgactgc 1020 

gccacggccg cctgtaacct cggcgccggc aactccgggc tcgacctcgg ccacgtggct 1080 

ctgaccttcg gcctcgagca ccaccaccac caccactga 1119 



<210> 2 

<2U> 372 

<212> PRT 

<213> artifical 

<400> 2 

Met Gin Val Lys Leu Gin Gin Ser Gly Thr Glu Val Val Lys Pro Gly 
15 10 15 



Ala Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr He Phe Thr Ser 
20 25 30 



Tyr Asp He Asp Trp Val Arg Gin Thr Pro Glu Gin Gly Leu Glu Trp 
35 40 45 



lie Gly Trp He Phe Pro Gly Glu Gly Ser Thr Glu Tyr Asn Glu Lys 
50 55 60 



Phe Lys Gly Arg Ala Thr Leu Ser Val Asp Lys Ser Ser Ser Thr Ala 
65 70 75 80 



Tyr Met Glu Leu Thr Arg Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe 
85 90 95 
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Cys Ala Arg Gly Asp Tyr Tyr Arg Arg Tyr Phe Asp Leu Trp Gly Gin 
100 105 110 



Gly Thr Thr Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
115 120 125 



Gly Ser Asp He Glu Leu Ser Gly Gly Gly Gly Thr Gin Ser Pro Ala 
130 135 140 



Ser Leu Ala Val Ser Leu Gly Gin Arg Ala Thr He Ser Cys Arg Ala 
145 150 155 160 



Ser Glu Ser Val Asp Thr Tyr Gly Asp Thr Phe Met Tyr Trp Tyr Gin 
165 170 175 



Gin Lys Pro Gly Gin Pro Pro Lys Leu Leu He Tyr Leu Ala Thr Asn 
180 185 190 



Leu Gly Ser Gly Val Pro Ala Gly Phe Ser Gly Ser Gly Ser Arg Thr 
195 200 205 



Asn Phe Thr Leu Thr He Asp Pro Val Glu Ala Asp Asp Ala Ala Thr 
210 215 220 



Tyr Tyr Cys Gin Gin Asn Asn Glu Asp Pro Tyr Thr Phe Gly Gly Gly 
225 230 235 240 



Thr Lys Leu Glu He Lys Arg Gly Gly Gly Gly Ser Glu Phe Ala Pro 
245 250 255 



Ala Phe Ser Val Ser Pro Ala Ser Gly Leu Ser Asp Gly Gin Ser Val 
260 265 270 
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Ser Val Ser Val Ser Gly Ala Ala Ala Gly Glu Thr Tyr Tyr He Ala 
275 280 285 



Gin Cys Ala Pro Val Gly Gly Gin Asp Ala Cys Asn Pro Ala Thr Ala 
290 295 300 



Thr Ser Phe Thr Thr Asp Ala Ser Gly Ala Ala Ser Phe Ser Phe Val 
305 310 315 320 



Val Arg Lys Ser Tyr Thr Gly Ser Thr Pro Glu Gly Thr Pro Val Gly 
325 330 335 



Ser Val Asp Cys Ala Thr Ala Ala Cys Asn Leu Gly Ala Gly Asn Ser 
340 . 345 350 



Gly Leu Asp Leu Gly His Val Ala Leu Thr Phe Gly Leu Glu His His 
355 360 365 



His His His His 
370 



<210> 3 

<211> 29 

<212> DNA 

<213> artifical 

<400> 3 

cgcatatgca ggtgaagctg cagcagtct 29 



<210> 4 

<211> 38 

<212> DNA 

<213> artifical 

<400> 4 

cggaattctg aaccgcctcc accacgtttg atttccag 38 
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<210> 5 

<211> 32 

<212> DNA 

<213> artifical 

<400> 5 

cggaattcgc gcccgccttc tccgtcagtc cc 32 



<210> 6 

<211> 33 

<212> DNA 

<213> artifical 

<400> 6 

ccgctcgagt cagccgaagg tcagagccac gtg 33 
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